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Abstract: The potential pharmaceutical application of nanoparticles has led to the toxicity within
the male reproductive system. In the present study, the effects of silver nanoparticles (Ag-NPs) on
hematological parameters, free radical generation, antioxidant system, sperm parameters, and organ
histo-morphometry in male rats were investigated. Ag-NPs were produced by the reduction of
silver ions, while the formation of which was monitored by UV–visible spectrophotometry. Zeta
potential, transmission, and scanning electron microscopies were applied for the characterization of
AgNPs. A total of 30 rats were divided into 6 groups and were sub-dermally exposed to Ag-NPs at
the dosage of 0 (control), 10, and 50 mg/kg bodyweight (bw) doses for either 7 or 28 days. Ag-NP
administration altered hematological indices and caused dose-dependent decreases in sperm motility,
velocity, kinematic parameters, concentrations of luteinizing hormone, follicle-stimulating hormone,
and testosterone. In the epididymis and testis, the concentrations of malondialdehyde and peroxide
increases while superoxide dismutase, catalase, reduced glutathione, and total thiol group decreases.
These findings suggest that Ag-NP triggered hormonal imbalance and induce oxidative stress in
testis and epididymis; which negatively affect sperm parameters of male rats.
Keywords: antioxidants; epididymis; silver nanoparticles; sperm parameters; hormones; toxicity; testis
1. Introduction
Nanoparticles (NPs) are particles that are designed and produced with a dimension or size that is
≤ 100 nanometers [1]. Due to their unique physical and chemical properties such as thermal, optical
and electrical, high electrical conductivity, and biological properties [2,3], NPs have found application
in various fields, including biomedicine, diseases diagnosis, gene, drug delivery, fuel additives, catalyst,
cosmetics, agriculture pharmaceuticals, the food industry, orthopedics, and antimicrobial therapy,
etc. [2–6]. Despite the benefits of NPs, several shortfalls have led to potential toxicities in both humans
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and animals [7]. NPs have been implicated in different ailments, including pulmonary injury, hepatic
and renal damage, immuno-nanotoxicity, neurotoxicity, and irreversible testis impairments [8,9].
Reproductive toxicity is increasingly becoming recognized as an important part of overall
toxicology [10]. Fertility, reproduction, and fetal development are essential to the sustenance of a
species, highlighting the importance of the growing public awareness of the toxicity of NPs on the
reproductive system. Recent studies have indicated an increased incidence of male reproductive
defects, including low sperm production in adulthood, hypospadias, cryptorchidism, and testicular
cancer [11]. This increased incidence of male reproductive defects may be partly attributable to
environmental contaminant exposure [10]. Thus, the wide use and environmental persistence of NPs
have raised concerns about the negative impact on human health, especially on the reproductive
systems and fetal health [12].
Nanoparticles have different effects on sperm cell functions either upon direct exposure under
in vitro conditions or if administered in vivo [3]. The ability of NP to cross the hemato-testicular barrier
has been demonstrated raising concerns about their distribution and biocompatibility at the systemic
level [3].
Several studies have reported the effects of Ag-NPs on epididymis, testis, and sperm function
parameters in different animal species [11–13]. However, the effects of NPs on oxidative stress and
spermatogenesis need to be investigated on a case-by-case basis due to the administered concentration,
and duration of treatment [14,15]. Therefore, the present study evaluated the effect of different doses
of Ag-NP on the free radical generations, antioxidant enzymes, sperm parameters, hematological
parameters, and testicular histo-morphometry in rats.
2. Results
2.1. Characterization of the Ag-NP
The synthesized Ag-NP was spherical with a particle size of 100 nm (Figure 1), and a surface
area of 7.5329 m2/g. The TEM micrograph of the AgNPs in suspension showed the formation of
large aggregates. The suspended sizes of the Ag-NP ranged between 20–1000 nm (Figure 2a–c)).
The particles exhibited distinct surface charges with a zeta potential (Figure 3) and derivative values
of −18.9 mV and 7.35 mV, respectively whereas the electrical conductivity value of 0.00989 mS/cm
(Figure 3).
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2.2. Body Weight
There were significant reductions (p < 0.05) in the mean body weight of rats treated for 7 and
28 days with Ag-NP (10 and 50 mg/kg bw) when compared with the control group. There were no
dose-related significant differenc s (p > 5) in mean body weigh loss o ats treated for 7 days.
However, after the 28 days of treatment; 50 mg/kg bw Ag-NP caused a significantly higher weight loss
than 10 mg/kg bw (Table 1).










Control 120.60 ± 12.24 145.50 ± 20.91 24.90 ± 3.45 b 137.80 ± 4.40 170.50 ± 11.18 32.70 ± 5.43 c
10 mg/kg bw 150.45 ± 17.67 132.20 ± 8.72 −18.25 ± 4.35 a 175.45 ± 17.67 154.80 ± 7.85 −20.65 ± 3.45 a
50 mg/kg bw 165.32 ± 13.69 146.20 ± 7.00 −19.12 ± 2.57 a 205.55 ± 20.90 170.80 ± 4.80 −3 .75 ± 4.87 b
Data expressed as mean ± standard deviation of triplicate determination. Data followed by different superscript
alphabet along the same column are significantly different (p < 0.05). The high significant levels of the parameters
were in the order of a < b < c. Data with superscript alphabet “a” are significantly lower than data with superscript
alphabet “b” while data with superscript “b” are lower than data with superscript alphabet “c” at p < 0.05.
2.3. Relative Organ Weight
The relative weight of epididymis and testes in rats dosed Ag-NP for 7 days were significantly
(p < 0.05) lower than their respective control groups. The 28 days of treatment; however, caused no
significant differences (p > 0.05) in the relative w ight of the epididymis and testes bet the treated
groups (10 and 50 mg/kg bw) and the control groups (Table 2).
Table 2. Relative weight of organs after administration of Ag-NP to male rats.
Epididymis (g) Testes (g)
7 Days 28 Days 7 Days 28 Days
Control 3.47 ± 1.19 b 3.15 ± 0.92 a 4.01 ± 1.51 b 3.35 ± 0.86 a
10 mg/kg bw 2.47 ± 1.03 a 2.96 ± 0.76 a 2.78 ± 0.96 a 3.75 ± 1.10 a
50 mg/kg bw 2.89 ± 0.97 a 3.25 ± 1.03 a 3.21 ± 1.49 a,b 3.95 ± 1.513 a
Data expressed as mean ± standard deviation of triplicate determination. Data followed by different superscript
alphabet along the same column are significantly different (p < 0.05). The high significant levels of the parameters
were in the order of a < b. Data with superscript alphabet “a” are significantly lower than data with superscript
alphabet “b” at p < 0.05.
2.4. Hematological Parameters
In comparison with their respective normal controls, mean platelet volume (MPV), mean
corpuscular hemoglobin (MCH), and mean corpuscular volume (MCV) were significantly (p < 0.05)
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lower in rats dosed 50 mg/kg bw Ag-NP for 7 days, but higher in rats dosed 10 mg/kg bw for 28 days,
red blood cell (RBC), and hemoglobin (Hb) count significantly (p < 0.05) increase in rats dosed 10 and
50 mg/kg bw Ag-NP for 28 days while platelet (PLT) count was significantly (p < 0.05) higher in rats
dosed 10 mg/kg bw for 7 and 28 days. There were dose-dependent decreases (p < 0.05) in WBC, MID%,
Lym counts in rats dosed Ag-NP for 7 and 28 days. However, there were no significant differences (p >
0.05) in mean red blood cell distribution width (RDW-CV) and hematocrit (HCT) counts between the
treated groups and the control group (Table 3).
Table 3. Effects of sub-dermal administration of Ag-NP on hematological parameters in rats.
7 Days 28 Days
Control 10 mg/kg 50 mg/kg Control 10 mg/kg 50 mg/kg
WBC (×103/mm3) 11.77 ± 3.39 c 10.68 ± 7.51 b 6.23 ± 0.59 a 6.18 ± 2.38 b 5.99 ± 1.75 ab 5.86 ± 2.81 a
NEU (%) 10.54 ± 3.31 c 5.67 ± 0.29 b 3.41 ± 0.18 a 3.14 ± 0.97 b 3.21 ± 0.59 b 2.167 ± 0.40 a
MID (%) 0.96 ± 0.46 c 0.87 ± 0.16 b 0.63 ± 0.34 a 0.61 ± 0.12 b 0.57 ± 0.09 a 0.67 ± 0.37 a
GRA 0.27 ± 0.11 b 0.23 ± 0.04 b 0.13 ± 0.09 a 0.07 ± 0.03 a 0.21 ± 0.13 b 0.20 ± 0.16 b
LYM (%) 89.07 ± 4.30 c 77.90 ± 1.21 b 47.00 ± 2.6 a 46.00 ± 3.6 b 76.23 ± 1.28 b 39.47 ± 4.19 c
MID (%) 14.13 ± 0.40 b 11.43 ± 2.22 a 10.97 ± 2.6 a 12.17 ± 3.1 b 9.77 ± 1.47 a 8.23 ± 4.70 a
GRA (%) 3.43 ± 0.50 a 3.17 ± 0.23 a 5.60 ± 7.10 a 3.43 ± 1.40 b 1.91 ± 0.31 a 3.40 ± 0.46 b
RBC (1012L) 6.75 ± 0.13 a 6.56 ± 1.19 a 6.29 ± 2.85 a 5.56 ± 1.47 a 6.15 ± 0.73 b 7.06 ± 1.79 c
HB (g/dl) 161.33 ± 8.1 b 156.0 ± 13.9 b 134.00 ± 32 a 128.3 ± 12.22 a 138.33 ± 7.3 b 153.67 ± 10.45 c
MCV (f/l) 74.27 ± 1.42 b 77.67 ± 1.53 b 52.73 ± 0.51 a 54.30 ± 1.66 a 86.00 ± 1.00 b 55.53 ± 1.76 a
MCH (pg) 30.0 ± 0.50 b 29.50 ± 0.78 b 15.60 ± 3.1 a 25.67 ± 4.38 a,b 28.17 ± 0.73 b 22.57 ± 5.16 a
RDW-SD 32.30 ± 1.91 b 30.03 ± 4.30 b 25.40 ± 2.2 a 26.27 ± 2.40 a 28.43 ± 3.99 a 29.97 ± 2.30 a
RDW-CV 17.17 ± 0.25 15.70 ± 0.40 a 15.30 ± 0.49 a 13.60 ± 2.16 a 14.73 ± 0.31 a 14.17 ± 2.75 a
PLT (103 µL) 286.00 ± 9.5 a 305.0 ± 5.00 b 261.33 ± 10 a 272.33 ± 5.5 a 334.67 ± 12 b 296.67 ± 4 a
MPV (g/dl) 7.49 ± 0.08 b 7.30 ± 0.10 b 6.83 ± 0.15 a 6.67 ± 0.61 a 7.27 ± 0.15 b 6.63 ± 0.32 a
PCW 9.90 ± 0.10 a 10.20 ± 0.12 a 14.0 ± 2.21 b 12.57 ± 0.40 b 10.50 ± 0.61 a 12.93 ± 1.10 b
HCT 0.21 ± 0.01 a 0.22 ± 0.01 a 0.27 ± 0.17 a 0.36 ± 0.11 a 0.34 ± 0.03 a 0.35 ± 0.07 a
Data expressed as mean ± standard deviation of triplicate determination. Data followed by different superscript
alphabet along the same column are significantly different (p < 0.05). The high significant levels of the parameters
were in the order of a < b < c. The high significant levels of the parameters were in the order of a < b < c. Data with
superscript alphabet “a” are significantly lower than data with superscript alphabet “b” while data with superscript
“b” are lower than data with superscript alphabet “c” at p < 0.05. WBC: white blood cell count; RBC: red blood cell
count; Hb: hemoglobin concentration; HCT: hematocrit; MCV: mean corpuscular volume; MCH: mean corpuscular
hemoglobin; MCHC: mean corpuscular hemoglobin concentration; RDW: red cell distribution width; PLT: platelet
count; MPV: mean platelet volume; LYM%: percent of lymphocytes; NEU: neutrophil; MID: mixed.
2.5. Hormonal Concentrations
There were significant (p < 0.05) dosed dependent decreases in the hormonal concentrations of
luteinizing hormone (LH), follicle-stimulating hormone (FSH), and testosterone in rats; dosed Ag-NP
for 7 and 28 days (Table 4).
Table 4. Effects of sub-dermal administration of Ag-NP on LH, FSH, and testosterone of
experimental rats.
LH (mIU/mL) FSH (mIU/mL) Testosterone (ng/mL)
7 Days 28 Days 7 Days 28 Days 7 Days 28 Days
Control 1.2 ± 0.22 c 0.7 ± 0.3 c 2.8 ± 0.24 c 1.10 ± 0.21 c 3.10 ± 0.51 c 2.40 ± 0.53 c
10 mg/kg bw 0.8 ± 0.32 b 0.6 ± 0.2 b 1.2 ± 0.21 b 0.89 ± 0.10 b 2.80 ± 0.19 b 1.00 ± 0.51 b
50 mg/kg bw 0.69 ± 0.4 a 0.5 ± 0.22 a 0.9 ± 0.6 a 0.75 ± 0.12 a 2.20 ± 0.71 a 0.52 ± 0.23 a
Data expressed as mean ± standard deviation of triplicate determination. Data followed by different superscript
alphabet along the same column are significantly different (p < 0.05). The high significant levels of the parameters
were in the order of a < b < c. Data with superscript alphabet “a” are significantly lower than data with superscript
alphabet “b” while data with superscript “b” are lower than data with superscript alphabet “c” at p < 0.05.
2.6. Effect of the Ag-NP on Sperm Parameters
There were significant (p < 0.05) dose-dependent decreases in all sperm velocity parameters
(ALH, beat cross frequency, linearity, and straightness) investigated in male rats treated with 10 and
50 mg/kg bw for 7 days and those treated for 28 days when compared with the normal control rats.
In respect to sperm motility, there were significant (p < 0.05) dose-dependent decreases in sperm
total motility and progressive motility, while the sperm non-progressive motility and immobility
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increase significantly in a dose-dependent manner when compared with the normal control. Sperm
kinematics including straight-line velocity, curvilinear velocity, and average path velocity also decreases
significantly (p < 0.05) in a dose-dependent manner when compared with the control (Tables 5–7).
Table 5. Effects of sub-dermal administration of Ag-NP on sperm motility in male rats.
Total Motility (%) Progressive Motility (%) Non-Progressive (%) Immobility (%)
7-day treatment
Control 60.29 ± 5.78 c 62.02 ± 5.46 c 30.34 ± 3.57 a 35.61 ± 1.91 a
10 mg/kg 40.71 ± 3.35 b 34.44 ± 3.97 b 44.36 ± 8.60 b 56.24 ± 2.53 b
50 mg/kg 20.23 ± 1.69 a 9.20 ± 0.69 a 46.19 ± 4.49 b 66.49 ± 4.10 c
28-day treatment
Control 57.16 ± 4.49 c 62.76 ± 5.33 c 44.29 ± 9.12 a 29.99 ± 5.24 a
10 mg/kg 34.13 ± 0.57 b 25.10 ± 6.52 b 52.76 ± 4.71 b 63.43 ± 2.90 b
50 mg/kg 9.65 ± 0.53 a 3.88 ± 1.33 a 59.05 ± 0.51 b 76.81 ± 4.31 c
Data expressed as mean ± standard deviation of triplicate determination. Data followed by different superscript
alphabet along the same column are significantly different (p < 0.05). The high significant levels of the parameters
were in the order of a < b < c. Data with superscript alphabet “a” are significantly lower than data with superscript
alphabet “b” while data with superscript “b” are lower than data with superscript alphabet “c” at p < 0.05.
Table 6. Effects of sub-dermal administration of Ag-NP on sperm kinematics in male rats.
Straight-Line Velocity (µm/s) Curvilinear Velocity (µm/s) Average Path Velocity (µm/s)
7-day treatment
Control 6.22 ± 0.16 c 19.52 ± 2.25 c 12.54 ± 0.57 c
10 mg/kg bw 2.15 ± 0.10 b 3.14 ± 0.35 b 3.02 ± 0.59 b
50 mg/kg bw 0.74 ± 0.06 a 0.70 ± 0.27 a 1.46 ± 0.47 a
28-day treatment
Control 4.77 ± 0.49 c 21.74 ± 2.64 b 0.43 ± 0.08 a
10 mg/kg bw 1.84 ± 0.52 b 1.84 ± 0.52 a 0.63 ± 0.21 b
50 mg/kg bw 0.43 ± 0.08 a 2.10 ± 0.08 a 0.61 ± 0.13 b
Data expressed as mean ± standard deviation of triplicate determination. Data followed by different superscript
alphabet along the same column are significantly different (p < 0.05). The high significant levels of the parameters
were in the order of a < b < c. Data with superscript alphabet “a” are significantly lower than data with superscript
alphabet “b” while data with superscript “b” are lower than data with superscript alphabet “c” at p < 0.05.
Table 7. Effects of sub-dermal administration of Ag-NP on sperm velocity parameters in male rats.
ALH (µm) Beat Cross Frequency (Hz) Linearity (%) Straightness (%)
7-day treatment
Control 4.09 ± 0.61 c 6.80 ± 0.52 c 56.75 ± 8.26 c 61.35 ± 4.33 c
10 mg/kg bw 0.91 ± 0.04 b 3.40 ± 0.18 b 34.18 ± 4.34 b 42.69 ± 1.41 b
50 mg/kg bw 0.61 ± 0.13 a 1.52 ± 0.20 a 22.88 ± 4.57 a 7.17 ± 0.93 a
28-day treatment
Control 6.14 ± 1.33 c 8.09 ± 1.45 c 66.46 ± 9.50 c 88.08 ± 11.94 c
10 mg/kg bw 0.63 ± 0.22 b 4.20 ± 0.55 b 30.95 ± 1.65 b 30.93 ± 1.13 b
50 mg/kg bw 0.33 ± 0.09 a 2.61 ± 0.41 a 10.15 ± 0.70 a 7.24 ± 1.62 a
Data expressed as mean ± standard deviation of triplicate determination. Data followed by different superscript
alphabet along the same column are significantly different (p < 0.05). The high significant levels of the parameters
were in the order of a < b < c. Data with superscript alphabet “a” are significantly lower than data with superscript
alphabet “b” while data with superscript “b” are lower than data with superscript alphabet “c” at p < 0.05.
2.7. Testes and Epididymis Biochemical Parameters
There was a dose-dependent decrease in the concentrations of total proteins in epididymis and
testes of rats; dosed Ag-NP for 7 and 28 days. There were no significant differences (p > 0.05) in the
concentrations of total proteins in epididymis between the Ag-NP treated groups and the control
group (Table 8). The concentrations of lipid peroxidation (Table 9) and H2O2 (Table 10) in epididymis
and testes of rats dosed 50 mg/kg bw were significantly higher than the control groups; however,
the concentrations in rats dosed 10 mg/kg bw Ag-NP compared well (p < 0.05) with the controls.
There were dose-dependent significant decreases in activities of superoxide dismutase (SOD) catalase,
reduced glutathione (GSH), and total thiol groups in epididymis and testes of rats dosed Ag-NP for 7
and 28 days (Figures 4–7).
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Table 8. Effects of sub-dermal administration of Ag-NP on protein concentrations in testes and
epididymis experimental rats.
Proteins Epididymis (g/dL) Testes (g/dL)
7 Days 28 Days 7 Days 28 Days
Control 1.41 ± 0.32 c 1.07 ± 0.36 c 1.52 ± 0.04 a 1.26 ± 0.01 a
10 mg/kg bw 0.89 ± 0.03 b 0.93 ± 0.39 b 1.02 ± 0.02 a 1.20 ± 0.02 a
50 mg/kg bw 0.21 ± 0.03 a 0.27 ± 0.0 a 1.08 ± 0.02 a 1.23 ± 0.05 a
Data expressed as mean ± standard deviation of triplicate determination. Data followed by different superscript
alphabet along the same column are significantly different (p < 0.05). The high significant levels of the parameters
were in the order of a < b < c. Data with superscript alphabet “a” are significantly lower than data with superscript
alphabet “b” while data with superscript “b” are lower than data with superscript alphabet “c” at p < 0.05.
Table 9. Effect of sub-dermal administration of Ag-NP on malondialdehyde (MDA) level in testes and
epididymis of experimental rats.
MDA
(Units/g Tissue × 106)
Epididymis
(Unit/g Tissue × 106)
Testes
(Unit/g Tissue × 106)
7 Days 28 Days 7 Days 28 Days
Control 17.68 ± 10.13 a 15.42 ± 6.03 a 23.43 ± 2.86 a 16.75 ± 8.30 a
10 mg/kg bw 20.65 ± 9.46 a 16.93 ± 8.80 a 27.34 ± 9.20 a 18.19 ± 3.51 a
50 mg/kg bw 35.49 ± 8.52 b 33.48 ± 5.69 b 36.90 ± 11.10 b 34.09 ± 9.89 b
Data expressed as mean ± standard deviation of triplicate determination. Data followed by different superscript
alphabet along the same column are significantly different (p < 0.05). The high significant levels of the parameters
were in the order of a < b < c. Data with superscript alphabet “a” are significantly lower than data with superscript
alphabet “b” while data with superscript “b” are lower than data with superscript alphabet “c” at p < 0.05.
Table 10. Effects of sub-dermal administration of Ag-NP on H2O2 generation in testes and epididymis
of experimental rats.
H2O2(µmol/mg Protein) Epididymis Testes
7 Days 28 Days 7 Days 28 Days
Control 33.95 ± 0.37 a 37.1 ± 0.29 a 34.63 ± 0.34 a 34.5 ± 0.40 a
10 mg/kg bw 34.65 ± 0.24 a 38.75 ± 0.32 a 36.66 ± 0.24 ab 36.4 ± 0.57 a
50 mg/kg bw 38.05 ± 0.33 a 40.13 ± 0.60 b 38.95 ± 0.21 b 39.78 ± 0.40 b
Data expressed as mean ± standard deviation of triplicate determination. Data followed by different superscript
alphabet along the same column are significantly different (p < 0.05). The high significant levels of the parameters
were in the order of a < b < c. Data with superscript alphabet “a” are significantly lower than data with superscript
alphabet “b” while data with superscript “b” are lower than data with superscript alphabet “c” at p < 0.05.
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Figure 4. Effects of sub-dermal administration of Ag-NPs on total thiol levels in the testis and epididymis
of rats. Each bar represent mean ± standard deviation of triplicate determination. Bars with different
superscript alphabet are significantly diff rent (p < 0.05). Th high significant levels of th parameters
were in the order of a < b < c. Data with superscript alphabet “a” are significantly lower than data with
superscript alphabet “b” while data with superscript “b” are lower than data with superscript alphabet
“c” at p < 0.05.
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Figure 5. Effects of sub-dermal administration of Ag-NPs on SOD activities in the testis and epididymis
of rats. Each bar represent mean ± standard deviation of triplicate determinatio . Bars with different
superscript alphabet are significantly different (p < 0.05). The high significant levels of the parameters were in
the order of a < b < c. Data with superscript alphabet “a” are significantly lower than data with superscript
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Figure 6. Effects of sub-dermal administration of Ag-NPs on GSH activity in the testis and epididymis of rats.
Each bar represent mean ± standard deviation of triplicate determination. Bars with different superscript
alphabet are signific ntly differ t (p < 0.05). The high significan lev ls of he p ameters were in the order
of a < b < c. Data with superscript alphabet “a” are signific ntly lower than dat with superscript alphabet
“b” while data with superscript “b” are lower than data with superscript alphabet “c” at p < 0.05.Molecules 2019, 24, x FOR PEER REVIEW 6 of 17 
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Figure 7. Effects of sub-dermal administration of Ag-NPs on catalase activity in the testis and epididymis
of rats. Each bar represent mean ± standard deviation of triplicate determination. Bars with different
superscript alphabet are significantly different (p < 0.05). The high sig ificant levels of the parameters were in
the order of a < b < c. Data with superscript alphabet “a” are significantly lower than data with superscript
alphabet “b” while data with superscript “b” are lower than data with superscript alphabet “c” at p < 0.05.
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2.8. Histopathology
Administration of Ag-NP to rats at 50 mg/kg bw caused degenerative alterations to the cellular
architecture of rat testes (Figure 8) and epididymis (Figure 9) relative to the control.
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Figure 8. Photomicrograph of testes sections after exposure of rats to Ag-NPs showing; (A) several
normal seminiferous tubules with normal spermatogonia cell, normal Sertoli cells, normal germ cell
layer with normal maturation stages; (B) i terstitial spaces show an area of interstitial congestion; (C)
the lumen devoid of spermatozoa with interstitial congestion; (D) normal seminiferous tubules with
normal spermatogonia cell, normal Sertoli cells, and normal germ cell layer; (E) maturation arrest of
tubules and mild interstitial congestion; (F) seminiferous tubules with atrophy exhibiting thick double
cell layers indicative of cessation of spermatogenesis. Magnification 400×. A: Control, B: 10 mg/kg bw,
C: 50 mg/kg bw, D: Control, E: 10 mg/kg bw, F: 50 mg/kg bw. A–C (7 days exposure of Ag-NP), D–F
(28 days exposure of Ag-NP).
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Figure 9. Photomicrograph of epididymis after exposure of rats to Ag-NPs showing (A) epididymal
ducts with normal smooth muscle layer an epitheli l layers, stored ontent of spermatozoa within
the lumen; (B) interstitial spaces with moderately increased interstitial connective tissues; (C)
mildly increased fibrotic tissues, interstitial spaces with severe infiltration of connective tissues
and inflammatory cells; (D) normal smooth muscle layer and epithelial layers; (E) interstitial spaces
with moderate infiltration of inflam atory cells and interstitial conge tion; (F) interstitial congestion
with ducts having empty lumen lacking spermatozoa. Magnification 400×. A: Control, B: 10 mg/kg bw,
C: 50 mg/kg bw, D: Control, E: 10 mg/kg bw, F: 50 mg/kg bw. A–C (7 days exposure of Ag-NP), D–F (28
days exposure of Ag-NPs).
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3. Discussion
The aggregation state of Ag-NP is an important property to evaluate since it impacts NP fate,
transport, and toxicity [16]. In Figures 1 and 2, the SEM and TEM micrographs revealed that
Ag-NP formed small, loosely packed aggregates. Furthermore, the TEM micrograph indicated that
aggregation of the primary Ag-NP in the aqueous phase was more pronounced compared to the dry
form; consequently, indicating an increase in Ag-NP size when in suspension. The high negative
potential value indicates long term stability, good colloidal nature, and high dispersity of AgNPs due
to negative–negative repulsion [17]. The Ag-NPs surface charges could determine the toxicity effect in
cells. However, the negative surface charge of the Ag-NPs renders them unsuitable, cause of its strong
affinity for murine red blood cells compared to positively-charged NPs [18].
The negative influence of toxic compounds, xenobiotic on the bodyweight of the laboratory
animal species is recognized and well-documented in published pieces of literature. Previous studies
have presented a contradictory report on the effect of nanoparticles on bodyweight. The decreases in
bodyweight of rats observed in this study could be attributed to altered physiological process which
probably affects the animal’s appetite and feeds consumption with consequent effects on the body
weight. DeJong et al. [19] reported significant growth retardation in rats after subacute (28 days)
intravenous injection of Ag-NP, while Zhang et al. [20] also reported that injection of gold nanoparticles
for 10–14 days caused transient reversible changes in bodyweight of the mice. This finding; however,
contrary to the findings of Lee et al. [21]; who reported no significant dose-related bodyweight changes
during and after Ag-NP, Au-NP, or a combined administration to rats. This discrepancy could be
attributed to the particulate size of the NPs [19].
Studies have shown that changes in relative organs and body weight may be a sensitive indicator
of the adverse effects of drug/chemicals or toxicants [22,23]. The significant reduction in the relative
weight of epididymis and testes in rats dosed Ag-NP for 7 days is an indication that Ag-NP induced
atrophy of the epididymis and testes in male rats. Similarly, Watanabe [24] also reported reductions of
the relative weights of the seminal vesicle and prostate to bodyweight following 19 days administration
of Ag-NP to rats. Previous studies suggested that when Ag-NP and Au-NP are ingested by animals,
it circulates in the blood mainly in particulate forms; thus, interacting with blood components and
cells to induce coagulative reaction [21,25]. The significant decreases in the levels RBC and Hb of rats
dosed 10 and 50 mg/kg bw Ag-NP for 7 days reflect the hematotoxic effects of Ag-NP which could be
attributed to the generations of free radicals that compromises the integrity of the membrane [26–29].
The results of the present study correlate with several reports on the hematotoxic effect of Ag-NPs
both in lower and higher animals. In lower animals, Shaluei et al. [30] reported decreased levels of
RBC and HB levels in silver carp to expose to Ag-NP for 7 days, while Imani et al. [31] reported a
decreased level of Hct in rainbow trout after 8 days of Ag-NP administration. Similarly, in higher
animals, Cheraghi et al. [32] reported decreased levels of RBC and HCT following 15 days of oral
dosing of rats with Ag-NP. It is noteworthy that the hematotoxic effect of Ag-NP in the present study
and those reported in several works of literature were reported under the observation of 2 weeks
or less. The 28-day administration exerts a reversal effect on RBC and Hb levels of the animal, thus
demonstrating hematopoietic properties. The significant decrease in MPV, MCH, and MCV in rats
dosed 50 mg/kg bw Ag-NP for 7 days, and the significant increases in these parameters in rats dosed
10 mg/kg bw for 28 days is an indication that Ag-NP at higher dose may be hematotoxic but possess
hematopoietic properties at a lower dose (10 mg/kg bw). This also further strengthened our earlier claim
that Ag-NP produces toxic properties to hematological indices during a short time of administration
and beneficial properties upon prolonged administration. The beneficial effect of nanoparticles on
hemato-biochemical recovery in disease condition has also been well documented [5,6]. In line with
the findings from the present study, Tiwari et al. [33] also reported that intravenously administration
of Ag-NP at 10 mg/kg bw produce no toxic effect to hemato-biochemical indices in rats but at 20 mg/kg
and above, a significant change in the levels of RBC, WBC, Hb, and platelet counts were noted. The
authors also reported that the levels of biomarker enzymes including aspartate transaminase (AST),
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alanine transaminase (ALT), gamma-glutamyltransferase (GGT) were elevated when 50 mg/kg of
Ag-NP was administered. The significant dose-dependent decrease (p < 0.05) in WBC, MID, and
Lym count reported hereafter the 7 and 28 days of nanoparticle administration could be attributed to
increased immunogenic response [34]. Cheraghi et al. [32] also found fewer WBCs in the treated rats.
The hematotoxic effect of Ag-NPs observed at higher doses could result in the redistribution of blood
flow to the vital organs and decrease testicular blood flow. In line with this study, Koskinen et al. [35]
also reported that hypoxia-induced decrease in blood parameters resulted in a 24% decrease in testicular
blood flow. These observations must have contributed to the morphological and degenerative changes
of testes, epididymis, and spermatogenesis caused by the Ag-NP.
It has been reported that nanoparticles at a dose of 44 µg/mL, accumulate in the sperm tails and
head, causing 25% sperm immobility [36]. Similarly, the nanoparticle has been reported to alter testicular
morphology and daily sperm production [37]. The dose-dependent decreases in all sperm velocity
parameters, sperm total motility, and progressive motility, and the increases in sperm non-progressive
motility, immobility, and sperm kinematics parameters following treatment with Ag-NP, compares
well with those of Abu et al. [38], Madan [39], Reuben et al. [40], and Obinna and Agu [41] where low
testosterone levels in animals impaired spermatogenesis by causing a decrease in sperm count and
motility, increase in the percentage of defective sperm cells, and altered histomorphology of testis
and/or epididymis.
The significant (p < 0.05) dosed dependent decreases in the hormonal concentrations of LH, FSH,
and testosterone in rats dosed Ag-NP for 7 days and 28 days were consistent with previous studies
on the effect of different nanoparticles on hormonal levels of male rats. Lafuente et al. [42] reported
a significant decrease in the level of testosterone after treatment with ZnO-NP this was; however,
reversed by the administration of antioxidants supplement (quercetin). Adebayo et al. [43] also
reported a decrease in testosterone, FSH, LH, and prolactin after treatment with CeO2-NP. However,
the present study contradicts the findings of Mathias et al. [44] who reported that Ag-NP administered
to rats at doses of 15 and 30 µg/kg; did not alter the hormonal levels of testosterone, estradiol, FSH,
and LH profiles in rats, while Garcia et al. [45] reported increase intra-testicular testosterone level
when low-dose (1 mg/kg/dose) Ag-NP was administered intravenously to male mice. Indeed, these
discrepancies might be influenced by different factors, such as particle type, size, concentration, and
time of exposure [10]. The low levels of LH and FSH might have hampered the secretion of testosterone
from the testis with a consequent negative effect on steroidogenesis and spermatogenesis [46].
The generation of free radicals and induction of oxidative stress are the well-documented cellular
effect of Ag-NP [47]. Ag-NP penetrate the cellular organs particularly the mitochondria which impairs
the membrane potential and induces the production of free radicals, this is evident by the elevated
levels of H2O2 and MDA, and the reduction of the activities of antioxidant enzymes, especially catalase,
SOD, and GSH observed in testes and epididymis of rats dosed Ag-NP for 7–28 days. The decreased
levels of catalase, SOD, and GSH after exposure to silver nanoparticles may be due to complexing of
silver nanoparticles with thiol groups [48,49] or to the increasing use of GSH, catalase, and SOD to
downplay the effect of free radicals after exposure to of the nanoparticles [50].
SOD and CAT are antioxidant enzymes that protect the body against free radicals and oxidative
stress. SOD is a first-line enzymatic defense enzyme that catalyzed the dismutation of superoxide
anion to hydrogen peroxide and water molecules. CAT and GPX are considered the second line defense
system that acts upon the product of SOD activities (H2O2) to produce harmless molecular oxygen
and water molecules [51–53]. The results of the present study suggest that the animal antioxidant
defense ability was depressed and that the integrity of testes and epididymis has been compromised by
Ag-NP, resulting in the accumulation of reactive oxygen species (ROS) and lipid peroxidation which in
turn induces oxidative stress in the testes and epididymis tissue. Similar studies reported that Ag-NP
decreased CAT activities and increased MDA levels in the liver of fish [54] and rats [55], which resulted
in oxidative damage of the liver. Moreover, in a study by Paio et al. [56], it was shown that Ag-NP
induced oxidative stress damage in the human liver by inhibiting glutathione reduction and inducing
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mitochondrial-dependent cell death. Adeyemi and Faniyan [57] have proposed that the reduction of
catalase activity may be related to the interaction of Ag-NP with thiol groups of this enzyme.
Administration of Ag-NP to rats at 50 mg/kg bw caused degenerative alterations to the cellular
architecture of rat testes and epididymis relative to the control. These degenerations caused by
the nanoparticle are lines of evidence supporting the potential of the nanoparticle to cause cellular
and oxidative damage to rats’ testes and epididymis. Previous studies have shown the potential of
nanoparticles to confiscate in tissues and induced cellular damage. The findings of the present study,
therefore, showed that the Ag-NP could significantly alter the fertility potential of male rats.
4. Materials and Method
4.1. Synthesis and Characterization of Silver Nanoparticle (Ag-NP)
Exactly, 0.8 mL of AgNO3 (0.5 M) was mixed well with aqueous 0.4 M N,N-dimethylformamide
(3 mL), and the resulting solution was hydrothermally treated at 90 ◦C for 2 h. Finally, the reduction of
Ag+ ions were monitored by measuring the UV–visible spectrum of the solution on a spectrophotometer
(PerkinElmer Spectrum 400, Waltham, MA, USA). At first, the Ag-NP was dissolved in phosphate
buffered saline and then made to a final concentration of 10 and 50 mg/kg [13]. Scanning electron
microscopy (SEM) analysis of synthesized Ag-NPs was done using a JSM-7500F, SEM machine
(Waltham, MA, USA). The size and shape of the synthesized AgNPs were determined by transmission
electron microscopy (TEM) (JEOL, Peabody, MA, USA). The zeta potential of the Ag-NP was measured
using a Zetasizer Nano ZS instrument (Malvern, Worcestershire, UK). The surface area was estimated
using a Brunauer–Emmett–Teller analyzer (Nova 3200e, Boynton Beach, FL, USA).
4.2. Experimental Animals
A total of thirty (30) rats weighing between 100–150 g were purchased from the Animal House
Unit, University of Ibadan, Nigeria. They were kept in clean metabolic cages placed in a well-ventilated
house condition (Temperature 23± 1 ◦C: Photoperiod: 12 h light and 12 h dark cycle each throughout the
experimental period; humidity: 45–50%). All animal experiments were carried out in accordance with
the UK Animals (Scientific Procedures) Act, 1986 and associated guidelines, the European communities’
council directive of 24 November 1986 (86/609/EEC) and the National Institute of Health guide for
the care and use of laboratory animals (NIH Publications No. 8023, revised 1978). The principles
governing the use of laboratory animals as laid out by the Bingham University, Committee on Ethics
for Medical and Scientific Research were duly observed.
4.3. Experimental Design
The rats were divided into 6 groups (A–F) of 5 rats each. Groups B and E were treated with 10 and
50 mg/kg bw Ag-NP, Groups C and F were treated with 10 and 50 mg/kg bw Ag-NP. Groups A and
D were set up as normal control and were given 0.2 mL normal saline for 7 and 28 days respectively.
Group B and C were treated with Ag-NP for 7 days while Group E and F were treated with Ag-NP for
28 days.
4.4. Sample Collection and Preparation
After treatment with Ag-NP, the animals were fasted overnight and sacrificed under anesthesia
and blood was collected in EDTA bottle for hematological analysis. Another set of blood was collected
in EDTA free sample bottle, the blood was allowed to clot and centrifuge at 3000 rpm for 10 min
to obtain the serum which was collected and kept in a freezer (−20 ◦C) until needed for hormonal
assays. The epididymis and testes were identified, removed, cleared of fat, and weighed. Semen was
then collected by incising of the cauda epididymis of each animal on a clean glass slide and sperm
parameters were analyzed using a computer-assisted sperm analyzer (CASA) system (SpermVision™
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Minitüb, Tiefenbach, Germany) with Olympus BX 51 phase contrast microscope (Olympus, Tokyo,
Japan) based on WHO5 new edition guidelines.
4.5. Evaluation of Hematological Parameters.
The hematological components including Hb, PCV, RBC, PLT, MCV, MCH, MCHC, and total
and differential WBC were determined using the automated hematologic analyzer SYSMEX KX21
(SYSMEX Corporation, Kobe, Japan) employing the principle described by Dacie and Lewis [58].
4.6. Hormonal Analysis
Luteinizing hormone (LH), follicle-stimulating hormone (FSH), and testosterone were determined
according to the method described by Schwarzstein et al. [59].
4.7. Analysis of Testes and Epididymis Biochemical Parameters
The testes and epididymis were homogenized in phosphate buffer (pH 7.4) and centrifuged at
10,000 net grams for 10 min at 4 ◦C and the supernatants were used for estimation biochemical parameters
using standard protocols. Lipid peroxidation was determined by measuring the thiobarbituric acid
reactive substance (TBARS) as described by Varshney and Kale [60]. Total thiol as described by Hu
and Dillard [61]. Protein concentrations by the method of Gornal et al. [62], catalase activity by the
method of Sinha [63], SOD by the method of Misra and Fridovich [64], and GSH as described by
Beutler et al. [65].
4.8. Histological Procedures
Following the collection of testicular samples, the organs were promptly fixed in Bouins fluid
to preserve the structure and molecular composition of the testes. Further histological preparations
were carried out as described by Igwebuike and Eze [66] and stained with hematoxylin and eosin for
light microscopy.
4.9. Data Analysis
Data analysis was performed using SPSS (version 21.0; SPSS Inc., Chicago, IL, USA). Comparisons
between different groups were carried out using one-way analysis of variance (ANOVA) followed by
Duncan multiple range test (DMRT). Data were expressed as mean ± SD of triplicate determinations.
Significant was considered at p < 0.05.
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Bryl, M.; Drabik, A.; Tymczyna-Sobotka, M.; Kolejko, M. Silver (Ag) in tissues and eggshells, biochemical
parameters and oxidative stress in chickens. Open Chem. 2015, 13, 1269–1274. [CrossRef]
53. Srivastava, M.; Singh, S.; Self, W.T. Exposure to silver nano- particles inhibits selenoprotein synthesis
and the activity of thioredoxin reductase. Environ. Health Perspect. 2011, 120. Available online: http:
//dx.doi.org/10.1289/ehp.1103928 (accessed on 9 August 2019).
54. Farombi, E.O.; Adedara, I.A.; Abolaji, A.O.; Anamelechi, J.P.; Sangodele, J.O. Sperm characteristics, antioxidant
status and hormonal profile in rats treated with artemisinin. First Int. J. Androl. 2017, 1–9. [CrossRef]
[PubMed]
55. Yang, S.T.; Wang, X.; Jia, G.; Gu, Y.; Wang, T.; Nie, H.; Ge, C.; Wang, H.; Liu, Y. Long-term accumulation
and low toxicity of single-walled carbon nanotubes in intravenously exposed mice. Toxicol. Lett. 2009, 181,
182–189. [CrossRef] [PubMed]
56. Piao, M.J.; Kang, K.A.; Lee, I.K.; Kim, H.S.; Kim, S.; Choi, J.Y.; Choi, J.; Hyun, J.W. Silver nanoparticles
induced oxidative cell damage in human liver cells through inhibition of reduced glutathione and induction
of mitochondria-involved apoptosis. Toxicol. Lett. 2011, 201, 92–100. [CrossRef]
57. Adeyemi, O.S.; Faniyan, T.O. Antioxidant status of rats administered silver nanoparticles orally. J. Taibah
Univ. Sci. 2014, 9, 182–186. [CrossRef]
58. Dacie, J.V.; Lewis, S.M. Practical Haematology, 7th ed.; Churchill Livinstone: Edinburg, YX, USA; London, UK,
1995; pp. 12–17.
59. Schwarzstein, L.; Aparicio, N.J.; Turner, M.D.; De Turner, E.A.; Coy, D.H.; Schally, A.V. Luteinizing
Hormone (lh), follicle-stimulating hormone, and testosterone responses to consecutive injections of
d-leucine-6-lh-releasing hormone ethylamide in normal men. Am. Fertil. Soc. 1984, 28, 4. [CrossRef]
60. Vashney, R.; Kale, R.K. Effects of calmodulin antagonist. Int. J. Radiat. Biol. 1990, 58, 733–743. [CrossRef]
61. Hu, M.L.; Dillard, C.J. Plasma SH and GSH measurement. Enzymol 1994, 233, 385–387.
62. Gornall, A.G.; Bardawill, C.J.; David, M.M. Determination of serum proteins by means of the biuret reaction.
J. Biol. Chem. 1949, 177, 751–766.
63. Sinha, A.K. Colorimetric assay of catalase. Anal. Biochem. 1972, 47, 389–394. [CrossRef]
64. Misra, H.P.; Fridovich, I. The role ofsuperoxide anion in the autoxidation ofepinephrine and a sample assay
for superoxide dismutase. J. Biol. Chem. 1972, 247, 3170–3175.
Molecules 2020, 25, 1063 16 of 16
65. Beutler, E.; Duron, O.; Kelly, B.M. Improved method for the determination of blood glutathione. J. Lab.
Clin. Med. 1963, 61, 882–888.
66. Igwebuike, U.M.; Eze, U.U. Morphology of the caeca of the African pied crow (Corvus albus). Anim. Res. Int.
2010, 7, 1121–1124.
Sample Availability: Samples of the compound is available from the authors.
© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).
